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Description

Field of invention

[0001] The presentinvention relates to salicylates for
use in the treatment of cancer comprising a certain dos-

age regimen.

Background of the invention

[0002] Salicylates acetylsalicylic acid (INN: ASA), 4-
aminosalicylic acid (commonly known as p-aminosalicyl-
ic acid, PAS) and 5-[2,4-difluorophenyl]-salicylic acid
(INN: Diflunisal) are well known in the art and will be
referred to as ASA, PAS and Diflunisal (sometimes ab-
breviated as Diflu), respectively, from here on in.
[0003] WO 96/30003 proposes to use salicylates and
salicylate derivatives for the control of tumor tissue which
atpH oflessthan 7 are protonated or release a substance
the protonated compound or the released substance hav-
ing a more strongly destructive effect on cells than the
unprotonated compound or the compound before re-
lease of the substance. WO 96/30003 also generally dis-
closes mixtures of two or more compounds.

[0004] WO 98/58639 relates to the selective attack of
cancer cells existing in an acidic extra-cellular environ-
ment by synergistically acting combinations of sali-
cylates, such as Diflunisal-ASA, Diflunisal-PAS or ASA-
PAS. However, there is still a need for an improved dos-
age regimen that demonstrates excelled anti-tumor ef-
fects in patients.

[0005] WO 2005/016354 offers a possibility for target-
ed attack on basic tumor fractions was offered by apply-
ing Diflunisal solo. But Diflunisal solo attack is restricted
to acidic and basic tumor fractions existing in situations
of low albumin levels. In organs with high albumin levels
of about 0.4-0.5 mM, such as liver, the Diflunisal solo
activity fails due to low loading of Diflunisal onto albumin.
[0006] Afurtherproblemisthattumors and metastases
are not attacked by the immune system under physio-
logical conditions, i.e. that they co-exist with normal tis-
sues.

[0007] As far as tumor fractions exist in acidic milieu
the resistance against immune attack can be explained
by an archaic principle realized by acidification of the
extra-cellular environment. As it was investigated, the
pH-dependence of immune killing actions, it turned out
that all the four known kill actions of the immune system
are pH dependent and that they cease to occur at pH <
6.9. So a simple way to create blockage of the immune
system is to produce acidification in the extracellular en-
vironment of cancer cells. (Kreutz et al., Science, 1980;
210: 1253-1255. Kreutz et al., Tumor Biol., 1994; 15:
304-310. Kreutz et al., Immunology, 2000; 99: 375-384.
Kreutz et al., J. Immunother., 2000; 23(2): 196-207. and
Kreutz et al., Clinical Immunology, 2000; 96(3): 252-263.)
[0008] These facts suggest that tumor fractions exist-
ing in basic milieu should be attacked by the immune
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system. However, those activities are not observed;
therefore, there must exist a further defense system (pro-
tection factor) installed in the cancer cells.

[0009] It would therefore be desirable to eliminate this
"protection factor" in the cancer cells.

[0010] Itis therefore an object of the present invention
to solve the above problems, in particular to provide a
more effective treatment of cancer.

[0011] It has now surprisingly been found that the
above problems can be solved by the administration of
ASA, PAS and Diflunisal using a certain dosage regimen.

Summary of the invention

[0012] The presentinvention thus relates to salicylates
foruse inthe treatment of cancer comprising the following
dosage regimen:

a) administering to a patient an initial dose of either
acetylsalicylic acid (ASA) or 5-[2,4-difluorophenyl]
-salicylic acid (Diflunisal) on a first day of treatment,
b) administering to the patient a second dose of at
least two different salicylates selected from: acetyl-
salicylic acid (ASA), 4-aminosalicylic acid (PAS) and
5-[2,4-difluorophenyl]-salicylic acid (Diflunisal) on a
next day of treatment.

[0013] The term "first Day of treatment" as used herein
describes 12 to 24 hours, preferably 24 hours of treat-
ment, which consists of the administration of an initial
dose of either ASA or Diflunisal described in step a). It
is to be understood that the dosage regimen of the
present invention starts with the first Day of treatment.
There can be, however, further administration of the
same or other active agents prior to the first Day of treat-
ment.

[0014] Theterm "next Day of treatment" as used herein
describes 24 hours of treatment that comes after the first
Day of treatment or any later Day of treatment. The next
Day of treatment is preferred to be consecutive from the
first Day of treatment or any later Day of treatment. Ac-
cording to the present invention, it is preferred that the
second dose of at least two different salicylates of step
b) is administered to a patient on each of at least three
consecutive Days of treatments, such as at least six con-
secutive Days of treatment. Most preferably the second
dose of at least two different salicylates of step b) is ad-
ministered to a patient on each of four consecutive Days
of treatment.

[0015] In a preferred embodiment, the initial dose of
ASA in step a) is between 40-70 mg/kg, more preferably
50-70 mg/kg and most preferably 50-60 mg/kg of body-
weight of the patient. As used herein mg/kg means mg/kg
bodyweight of the patient.

[0016] Inanotherembodimentofthe presentinvention,
it is preferred that the initial dose of Diflunisal is between
20-60 mg/kg, more preferably 25-50 mg/kg and most
preferably 35-45 mg/kg bodyweight of the patient.
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[0017] Afteradministering to the patient the initial dose
of either ASA or Diflunisal on the first Day of treatment,
it is preferred that a dose of ASA in step b) is between
30-120 mg/kg, more preferably 40-120 mg/kg and most
preferably 60-110 mg/kg bodyweight of the patient.
[0018] Afteradministering to the patient the initial dose
of either ASA or Diflunisal on the first Day of treatment,
it is preferred that the dose of PAS in step b) is between
100-300 mg/kg, more preferably 150-250 mg/kg body-
weight of the patient.

[0019] Afteradministering to the patient the initial dose
of either ASA or Diflunisal on the first Day of treatment,
it is preferred that the dose of Diflunisal in step b) is be-
tween 20-60 mg/kg, more preferably 30-45 mg/kg body-
weight of the patient.

[0020] Proliferation of cancer cells should demand ad-
ditional energy supply besides the energy production of
the mitochondrial respiratory chain. This additional sup-
plied energy should be guaranteed by glycolysis. As a
consequence lactate export of the cancer cells should
be observed.

[0021] This inter-correlation can be demonstrated by
measurements of the lactate export and in parallel by
induced proliferation measurements on isolated cancer
cells of solid tumors. The result of such experiments are
demonstrated in Fig. 1 and 2 in case of a bladder cell line
RT 112. The induction of lactate export and of prolifera-
tion is performed with administration of Diflunisal, with
ASA and their combinations. Administration of Diflunisal
or ASA alone on the first Day of treatment produce stim-
ulation of lactate export all over the pH range, however,
their combinations only stimulate at basic pH. This dif-
ferent behavior is due to pore formation, i.e. cell kill at
acidic pH by the combinations. These lactate export
measurements should correlate with the stimulation of
proliferation. The proliferation tests carried out under the
same conditions as performed with lactate export meas-
urements confirm the supposed concept (Fig. 2). Prolif-
eration of the stimulated cancer cells shows the same
enhancement effect as is observed in case of lactate ex-
port.

[0022] According to the present invention, it is shown
that those proliferated cells, after stimulation with the in-
itial dose of ASA or Diflunisal on the first Day of treatment,
become attacked by the immune system. Such tests can-
not be performed with nude mice that are immune defi-
cient, but only by patient tests.

[0023] The patient tests were conceived such that on
the first Day of treatment either Diflunisal or ASA were
administered and on the next at least three consecutive
Days of treatment at least two different salicylates of step
b), preferably combinations of Diflunisal-ASA or ASA-
PAS, are administered for elimination of the acidic pro-
liferated cancer cells.

[0024] In Fig. 3a and 3b the results of two of such pa-
tient tests are presented. In Fig. 3a the test was per-
formed in case of ovarian cancer and in Fig. 3b in case
of a prostate cancer. A typical feature of such proliferation
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tests is that on the third day after stimulation (i.e. after
first Day of treatment) the proliferation starts to occur. On
the fifth and sixth day after proliferation (i.e. five and six
consecutive Days of treatment after the first Day of treat-
ment) stimulation of the immune system attacks the pro-
liferated cells. This is a typical behavior of cT-lym-
phocytes activity well known in immunology. This attack,
however, should be restricted to cancer cells, which have
been proliferated in basic milieu. Acidic proliferated can-
cer cells aren’t bothered by the immune system as al-
ready mentioned. This is the reason why in cancer ther-
apy strategies, already after the first stimulation day (i.e.
first Day of treatment) on the second, third and the fourth
Day of treatment at least two different salicylates of step
b) have to be administered in order to destroy the formed
acidic cancer cell fractions, as has been done with the
demonstrated therapy examples.

[0025] Inanotherembodimentofthe presentinvention,
the dose of ASA does not exceed 80 mg/kg in step b)
when ASA and Diflunisal are administered as at least two
different salicylates of step b), in order to become active
in acidic milieu. High ASA dosages will prevent Diflunisal
binding onto the cancer cell membrane.

[0026] Itisto be understood that the initial dose of ASA
or Diflunisal that is administered on the first Day of treat-
ment can be administered in fractions, spread out over
first Day of treatment, wherein the total amount of ASA
or Diflunisal can be administered as one individual bolus
dose, or for example two, three, four or five fractions of
the initial dose throughout the first Day of treatment. The
time between each separate fraction dose of ASA or Di-
flunisal on the first Day of treatment can vary between
1-8 hours, more preferably 1-6 hours, and most prefer-
ably is about 6 hours.

[0027] In one embodiment when Diflunisal is adminis-
tered as the initial dose of step a) it is preferred that Di-
flunisal is administered in two separate fractions as a first
fraction dose of between 20-35 mg/kg bodyweight of the
patientandthen after 4-8 hours as a second fraction dose
of 12-20 mg/kg bodyweight of the patient, more prefera-
bly as a first fraction dose of between 25-35 mg/kg bod-
yweight of the patient and then after about 6 hours as a
second fraction dose of about 15 mg/kg bodyweight of
the patient.

[0028] At least two different salicylates of step b) can
be administered in fractions, together, separate and/or
spread out over the Day of treatment. It is to be under-
stood that, Diflunisal, ASA and PAS combinations can
be administered as one whole total dose together at one
specific time or said combinations can be spread out in-
dividually or in combinations throughout the Day of treat-
ment. These doses can also be separated in fraction dos-
es, such as two, three, four, five or six fraction doses of
Diflunisal, ASA and PAS either in combinations or indi-
vidually. According to the present invention there is an
unlimited amount of different combinations of doses, frac-
tions of doses and time between the doses of adminis-
tration of at least two different salicylates of step b).
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[0029] In another embodiment a time between last ad-
ministration of a dose on any Day of treatment and the
first administration of a dose on next Day of treatment is
atleast 12 hours, and preferably not more than 24 hours.
[0030] In another embodiment a treatment cycle can
be characterized by: administration of Diflunisal in step
a) is repeated for four consecutive Days of treatment and
administration of the at least two different salicylates of
step b) is repeated for at least two consecutive Days of
treatment. It is preferred that the treatment cycle is re-
peated at least three times, such as five times. Most pref-
erably the treatment cycle is repeated four times.
[0031] This possibility to get the basic tumor fractions
eliminated by the activated immune system under con-
trolled conditions open up the chance to attack tumors
to complete remission. The activation of the immune sys-
tem in reality means that the "protection factor" estab-
lished in the cancer cells against immune attack is elim-
inated, which indicates that by proliferation in basic en-
vironment the cancer cells lose their protection factor.
[0032] But in the course of tests it became apparent
how to artificially activate the immune system to be con-
ditioned for killing cancer cells in basic environment. The
"protection factor" also can be eliminated by the admin-
istration of high ASA doses of between 90-120 mg/kg
bodyweight of the patient. Moreover, not only the protec-
tion factor became eliminated but also the proliferation
was stopped.

[0033] This result means, that by administrating at
least two different salicylates of step b), preferably ASA-
Diflunisal or ASA-PAS combinations, in case the ASA
doses are increased up to 90-120 mg/kg bodyweight of
the patient, proliferations are stopped and after the fifth
and sixth day (after the initial dose of ASA is administered
on the first Day of treatment), the immune system starts
to kill the cancer cells freed from the protection factor.
Theresults of two of such test examplesin case of ovarian
and prostate cancer are presented in Fig. 4a and 4b. The
administered doses that provide this effect are between
90-120 mg/kg bodyweight of the patient of ASA.

[0034] Alltypes of tumors and cancer cells in the acidic
and basic milieu thus can be killed with at least two dif-
ferent salicylates of step b), preferably Diflunisal-ASA or
ASA-PAS combinations.

[0035] For establishing routine protocols two ways of
inducing proliferation in tumors and metastases exist:
preferably by administering the initial dose of ASA be-
tween 40-60 mg/kg bodyweight of the patient or admin-
istering the initial dose of Diflunisal in one or two fraction
doses, wherein the first fraction dose is at low concen-
trations of 25-30 mg/kg bodyweight of the patient and
after about 6 hours with a second fraction dose of about
15 mg/kg bodyweight of the patient. After this initial dose
on the first Day of treatment, three consecutive Days of
therapy should follow by administration of at least two
different salicylates of step b), preferably ASA-Diflunisal
combinations in order to eliminate acidic tumor fractions.
In one embodiment the initial dose on the first Day of
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treatment may be ASA followed by administration of at
least two different salicylates of step b), preferably ASA-
PAS combination, for two consecutive Days of treatment,
more preferably at least three consecutive Days of treat-
ment.

[0036] It is believed that the administration of ASA
alone generally is not successful in combating cancer
cells. As already outlined administration of the initial dose
of ASA on the first Day of treatment stimulates prolifer-
ation of cancer cells in acidic as well as in basic milieu.
The produced acidic cancer cells cannot be attacked by
the immune system afterwards, i.e. in consequence tu-
mors would start to grow in acidic milieu. Therefore as
another embodiment of the present invention, if the initial
dose of ASA on first Day of treatment is administered (as
stimulant) followed by three consecutive Days of treat-
ment of at least two different salicylates of step b), pref-
erably ASA-Diflunisal, Diflunisal-PAS or ASA-PAS com-
binations, which are administered for the elimination of
the acidic tumor fractions.

[0037] According to the criteria outlined before, includ-
ing the use ofthe immune system activation under special
conditions, it has opened a possibility to attack tumors
to complete remission either by administering an initial
dose of ASA on the first Day of treatment, preferably as
one individual bolus dose, followed by administration of
at least two different salicylates of step b), preferably
ASA-PAS combinations; or by administering initial dose
of Dilfunisal on the first Day of therapy, preferably as one
individual bolus dose, followed by administration of at
least two different salicylates of step b), preferably Diflu-
nisal-ASA combinations.

Detailed description of the invention

[0038] The present invention is described in more de-
tail in the figures and examples.

Figures:
[0039]
Fig. 1 a/b:  Measurements of the lactate-transport (ex-
port) with the bladder cancer cell line RT
112inthe presence of 0.2 mM albumin (see
material and methods). There is plotted a
control measurement, which indicates lac-
tate efflux is pH dependent. The lactate ef-
flux changes when ASA, PAS, Diflunisal
(1a) and Diflunisal combinations with PAS
and ASA (1b) are added. ASA, PAS and
Diflunisal administered alone accelerate
the lactate efflux all over the pH range from
pH 6.5 to 7.4. Combinations of Diflunisal-
ASA or Diflunisal-PAS also produce accel-

eration but only at pH > 7.0 compared to
the Control.



Fig. 2a/b:

Fig. 3a:

Fig. 3b:

Fig. 4a:
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Proliferation measurements by incorpora-
tion of 3H-thymidine into the DNA of RT
112 cancer cells (see material and meth-
ods). Control proliferation means prolifer-
ation without attack of toxic compounds.
The experiments were carried out in the
presence of 0.2 mM albumin. ASAat 1 mM
and 2 mM shows appreciable enhance-
ment of proliferation all over the prolifera-
tion range of pH 6.5-7.4 (2a). Diflunisal in-
hibits proliferation slightly up to pH 7.1 be-
cause of weak pore-formation, however,
above pH 7.1 it produces enhancement, as
well (2a). Combinations of Diflunisal with
ASA or PAS show complete proliferation
stopupto7.0(2b). ASA-PAS combinations
enhance proliferation above pH 6.8 (2b).

Individual patient test with an ovarian car-
cinoma to demonstrate proliferation stimu-
lation followed by immune response, by ad-
ministration of two Days of treatment with
Diflunisal-PAS combinations. The test
started with an oral 33 mg/kg Diflunisal
dosage in the evening, followed by a further
oral 33 mg/kg Diflunisal dose the next Day
of treatmentin parallel with 300 mg/kg PAS
was administered. The main proliferation
is stimulated by the Diflunisal-PAS combi-
nation at the second Day of treatment. Pro-
liferation occurs on the fifth and sixth Day
of treatment followed by immune response
on the seventh and eighth Day of treat-
ment.

Individual patient test with a prostate can-
cer. The proliferation induction is caused
by the Diflunisal dosage of 25 mg/kg on the
first Day of treatment. On the two consec-
utive Days of treatment combinations of Di-
flunisal-ASA at 25 mg/kg, respectively 60
mg/kg are administered to eliminate acidic
tumor fraction. The proliferation starts on
Day three of treatment. The immune attack
by cT-lymphocytes occurs on Day five and
Day six of treatment. Registered is the
course of the PSA marker of the patient.

Individual patient test with an ovarian car-
cinoma by administration of initial dose of
ASA (solo as bolus) and administration of
ASA-PAS combination on the two consec-
utive Days of treatment. In this case no
stimulation effect is observed but a strong
immune response after five Days of treat-
ment. A proliferation phase in this assay is
conceived to be cancelled by the high ASA
dosage of >90 mg/kg. The course of CA
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125 marker was registered as indication of
activity.

Individual patient test with an ovarian can-
cer with Diflunisal-ASA administration. On
the first Day of treatment an initial dose of
Diflunisal oral dosage of 30 mg/kg is ad-
ministered. On the second up to the fifth
Day of treatment Diflunisal-ASA combina-
tions were administered at oral doses of 30
mg/kg and 60 mg/kg respectively. On the
fourth Day of treatment the ASA dose in-
creases to >90 mg/kg by daily accumula-
tion and continues to increase on the fifth
Day of treatment. After the fifth Day of treat-
ment, the immune system starts to become
active up to the twelfth Day of treatment.
During the five Days of treatment weak
acidic action by Diflunisal-ASA is ob-
served. It is registered the CA 125 marker
course of the patient.

Fig. 4b:

Examples
Materials and Methods :
Culture of tumor cells:

[0040] The human bladdertumor cell line RT112 or the
human chronic myeloid leukemia cell line K562 were pur-
chased from DKFZ Tumorzell- und datenbank (Institut
fur experimentelle Pathologie, Heidelberg, FRG) or DSM
(Deutsche Sammlung von Mikroorganismen und Zellkul-
turen GmbH, Braunschweig, FRG) supplemented with 2
mM L-glutamine (BIOCHROM, Berlin, FRG), 1% NEAE
(BIOCHROM), 10% heat-inactivated fetal calf serum (BI-
OCHROM), 100 U/ml penicillin and 50 p.g/ml Streptomy-
cin (BIOCHROM) at 37 oc and 5 % co2. Only mycoplas-
ma-free cell cultures were used; this was frequently test-
ed using a specific detection kit (BOEHRINGER MAN-
NHEIM, Mannheim, FRG).

Lactate transport:

Qualitative, enzymatic determination of lactate in su-
pernatants of RT112 cells at 340 nm

[0041] RT112cells were harvested, washed twice and
re-suspended in culture media to yield a density of 2 x
105/ml. 500 pl/well of the RT112 cell suspension were
seeded into 24 well microtiter plates (BD) and incubated
over night at 37 °C and 5 % C~. The Supernatant was
replaced by 450 pl pH-adjusted culture medium (pH 6.0-
7.4) and 50 111 of the solution of preferred substances
or 500 111/well pH-adjusted culture medium alone (con-
trol). Again, the cells were incubated for 24 hat 37 °C and
5% C02. The measurement of lactate in the supernatants
at 340 nm (PERKIN-ELMER, Lambda 17. UV-VIS Spec-
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trophotometer, Uberlingen, FRG) was performed accord-
ing to the manufacturer’s instructions (SIGMA DIAG-
NOSTICS, Deisenhofen, FRG; Lactate: Quantitative, En-
zymatic Determination of Lactate in Whole Blood at 340
nm (Procedure No. 826-UV)).

Proliferation:
[3H]-TdR incorporation assay

[0042] Theinfluence of cytotoxic molecules on the pro-
liferation ofRT112 tumor cells was quantified by the
measurement of the incorporated tritiated thymidine ([3H]
-TdR) into the cellular DNA of the tumor cells by liquid
scintillation counting (LSC). In brief, RT112 cells are har-
vested, washed twice and re-suspended in culture media
(2.5x105/ml). 100 pl/well of the RT112 cell suspension
were seeded into 96 well microtiter plates (BECTON
DICKINSON) and incubated over night at 37 °C and 5%
CO,. The supernatantwas replaced by 90 wl pH-adjusted
culture medium (pH 6.0- 7.4) and 10 pl of the solution of
preferred substances or 10 pl/well pH-adjusted culture
medium alone (control). The cells were incubated for var-
ious time periods at 37°C and 5 % CO,. Thereafter, cells
were washed twice and re-incubated in fresh pH-adjust-
ed culture medium. And pulsed for 24 h by the addition
of 23.125 kBq [3H]-TdR/well (925 kBg/ml, AMERSHAM,
Braunschweig, FRG). After freezing and thawing, radio-
active DNA of the cultures were transferred to glass fiber
filters with an automatic cell harvester (PHARMACIA).
The incorporated radioactivity was measured in a liquid
scintillation counter (PHARMACIA).

Apoptosis:

Determination of cytoplasmic histone-associated-
DNA-fragments (mono-and oligonucleosomes) after
induced cell death

[0043] The qualitative and quantitative in vitro deter-
mination of apoptosis in RT112 tumor cells was analysed
with a photometric enzyme-immunoassay. In brief,
RT112 cells were harvested, washed twice and re-sus-
pended in culture media to yield a density of 2.5 x 10%/ml.
100 wl/well of the RT112 cell suspension were seeded
into 96 well microtiter plates (BECTON DICKINSON) and
incubated over night at 37°C and 5 % CO,. The super-
natant was replaced by 90 pl pH-adjusted culture medi-
um (pH 6.0- 7.4) and 10 pl of preferred substances or
100 pl/well pH-adjusted culture medium alone (control).
Again, the cells were incubated for various time periods
at 37°C and 5 % CO,. Supernatants of the test cultures
were discarded and RT 112 cells were lysed in lysis buffer
for 30 min at RT. The cytoplasmic fraction was transferred
into a streptavidin-coated microtiter plate and the working
procedure for the ELISA was performed according to the
manufacturer’s instructions (BOEHRINGER MANNHE-
IM).
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Claims

1. Salicylates for use in the treatment of cancer com-
prising the following dosage regimen:

a) administering to a patient an initial dose of
either acetylsalicylic acid or 5-[2,4-difluorophe-
nyl]-salicylic acid on a first Day of treatment,

b) administering to the patient a second dose of
at least two different salicylates selected from:
acetylsalicylic acid, 4-aminosalicylic acid and
5-[2,4-difluorophenyl]-salicylic acid on a next
Day of treatment.

2. Salicylates for use in the treatment of cancer com-
prising the dosage regimen according to claim 1,
wherein the second dose is administered to a patient
on each of at least three consecutive Days of treat-
ment.

3. Salicylates for use in the treatment of cancer com-
prising the dosage regimen according to any of pre-
ceding claims, wherein the initial dose of acetylsali-
cylic acid in step a) is between 40-70 mg/kg body-
weight of the patient.

4. Salicylates for use in the treatment of cancer com-
prising the dosage regimen according to any of pre-
ceding claims, wherein the initial dose of 5-[2,4-dif-
luorophenyl]-salicylic acid in step a) is between
20-60 mg/kg bodyweight of the patient.

5. Salicylates for use in the treatment of cancer com-
prising the dosage regimen according to any of pre-
ceding claims, wherein the dose of acetylsalicylic ac-
id in step b) is between 30-120 mg/kg bodyweight of
the patient.

6. Salicylates for use in the treatment of cancer com-
prising the dosage regimen according to any of pre-
ceding claims, wherein the dose of 4-aminosalicylic
acid in step b) is between 100-300 mg/kg bodyweight
of the patient.

7. Salicylates for use in the treatment of cancer com-
prising the dosage regimen according to any of pre-
ceding claims, wherein the dose of 5-[2,4-difluoroph-
enyl]-salicylic acid in step b) is between 20-60 mg/kg
bodyweight of the patient.

8. Salicylates for use in the treatment of cancer com-
prising the dosage regimen according to any of pre-
ceding claims, wherein the dose of acetylsalicylic ac-
id does not exceed 80 mg/kg bodyweight of the pa-
tient in step b) when acetylsalicylic acid and 5-[2,4-
difluorophenyl]-salicylic acid are administered to-
gether.
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Salicylates for use in the treatment of cancer com-
prising the dosage regimen according to any of pre-
ceding claims, wherein the initial dose is adminis-
tered in fractions spread out over first Day of treat-
ment.

Salicylates for use in the treatment of cancer com-
prising the dosage regimen according to claim 9,
wherein the initial dose of 5-[2,4-difluorophenyl]-sal-
icylic acid in step a) is administered in two separate
fractions as a first fraction dose of between 20-35
mg/kg bodyweight of the patient and then after 4-8
hours as a second fraction dose of 12-20 mg/kg bod-
yweight of the patient.

Salicylates for use in the treatment of cancer com-
prising the dosage regimen according to any of pre-
ceding claims, wherein the at least two different sal-
icylates in step b) are administered in fractions, to-
gether, separate and/or spread out over the Day of
treatment.

Salicylates for use in the treatment of cancer com-
prising the dosage regimen according to any of pre-
ceding claims, wherein a time between last admin-
istration of a dose on any Day of treatment and the
firstadministration of adose on next Day of treatment
is at least 12 hours.

Salicylates for use in the treatment of cancer com-
prising the dosage regimen according to any of
claims 1, 4 to 12, wherein a treatment cycle is char-
acterized by: administration of 5-[2,4-difluorophe-
nyl]-salicylic acid in step a) is repeated for four con-
secutive Days of treatment and administration of the
atleast two different salicylates of step b) is repeated
for at least two consecutive Days of treatment.

Salicylates for use in the treatment of cancer com-
prising the dosage regimen according to claim 13,
wherein the treatment cycle is repeated at least 3
times.
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Figure 1a
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Figure 1b
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Figure 2a

[°H] Tymidin incorporation [CPM]
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Figure 2b
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Figure 3a
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Figure 3b
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Figure 4a
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Figure 4b
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